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(a) SM^0#4T^, 7iz^;i/*if£#@Ni£««^^ Fh£^M£i* 

(c) M^t^(^N§^Tlc£tt3afC^:^ FicM-^r UTv^y-fe^;i^cD 
^HiitM bt, SH^?- FKMli?LTV^7lz^;i^©1£ffii£<!rF&b 

T, 

(a) MM^^f- F^T^^Wt^tifcSfC^^- Kil§:ii$tSll, 

(b) F{C^LTVN-g>T-fe^;i/a$:^r-fe^;Wb^y^ FJaflsT'lfc 

(b) FCMl^LTV^71^;i/S&^7i^;Wfc^:^ K#t#T?tfc 

1 ffi$E# 2000-3078119 



r 



4$jq2 10 — 0 0 9 1 71 



[ff#£5J 3IR^^K^p53^S»S, ft#£l73rM4©v*1*ft*Mc8H 

4©^mfrlc3B«©;£i£. 

CH#3S10] ai^^f KlC^LTV^SriZf^gatfeffl&ELISAjS 

[0 0 0 1] 
[0 0 0 2] 
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£c-Src^c-Raf & E<DW&fc^-7 7 ^ U - # > fC©# < # U yW.it. H5£ U > 

U >Sfc-fb©JtiKK: J: yfffctlTV^S (Morrison, D. K., Kaplan, D. R. et al ( 

1989) Cell 58, 649-657, Howe, L. R. , Leevers, S. J. et al (1992) Cell 71 

, 335-342, Kolch, W. , Heidecker, G. et al (1993) Nature 364, 249-252, De 

nt, P., Jelinek, T. et al (1995) Science 268, 1902-1906) „ $H&<D 

mmz&^xb&<(Difc^m*&x*zftb(Dnffl$yrtt'W*jV >mit. aau y 

M4t\Cl:^Tmfr<tlStiSZtoT^&Z.£tfiftt>tlX^& (Hill, C. S., Marais, 
R. et al (1993) Cell 73, 395-406, Sanchez, I., Hyghes, R. T. et al (199 
4) Nature 372, 794-798, Akoulitchev, S., Makela, T. P. et al (1995) Natu 
re 377, 447-560, Weinberg, R. A. (1995) Cell 81, 323-330) „ ffi©|ffiSK^^ 

V ni/fr&teg<DmttM&&V}&Z.£.ffft&ZftX^& (Guan, J. L., Machame 
r, C. E. and Rose, J. K. (1985) Cell 42, 489-496, Sairam, M. R. and Bhar 
gavi, G. N. (1985) Science 229, 65-67, Diamond, M. S. , Staunton, D. E. e 
t al (1991) Cell 65, 961-971, Entwistle, J., Hall, C. L. and Turley, E. 
A. (1996) J. Cell. Biochem. 61, 569-577) „ 3*1 h <Z>l8#;flnteilffll&^V h U 

*i/&it^rtji'$*ymtftoi£_z<Dffi9tmtoZft&z.z.%fttbftT^& (wnium 

sen, B. M. , Christensen, A. et al (1984) Nature 310, 583-586, Buss, J. E 
., Solski, P. A. et al (1989) Science 24, 1600-1603, Lowy, D. R. and Wil 
lumsen, B. M. (1989) Nature 341, 384-385, Vogt, A., Qian, Y. et al (1995 
) J. Biol. Chem. 270, 660-664) „ Ztlbftfemt* >rt9'ft<DltoB&&'\<Dm 
&^i&<D*y^?M£<Dffl^ftmizmmte&<n£^&t>nX^Z> a 2*>\Z^-$.X 

3 ffia£# 2000-3078119 
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V^3(Hebbes, T. R., Thome, A. W. and Crane-Robinson, C. (1988) EMBO J. 
7, 1395-1402, Wolffe, A. P. (1996) Nature 272, 371-372), £ T? IC fljf ?L 
SMBflSlC^Tli* h >(C T-fe^^CoAJ: yr-fe^^SSr^-rS*^ ( Histo 
ne acetyl transferase : HAT ) £ LTGCN5(Kuo, M. -H., Brownell, J. E. et 
al (1996) Nature 383, 269-272, Brownell, J. E., and All is, C. D. (1996) 
Curr. Opin. Genet. Dev. 6, 176-184, Candau, R. , Zhou, JX. , All is, C. D. 
and Berger, S. L. (1997) EMBO J. 16, 555-565), P/CAF(Ogryzko, V. V., Sci 
ltz, R. L., Russanova, V., Howard, B. H. , and Nakatani, Y. (1996) Cell 
87, 953-959), p300/CBP (Bannister , A. J., and Kouzarides. T. (1996) Natur 
e 384, 641-643, Yang, X. -J., Ogryzko, V. V. et al (1996) Nature 382, 31 
9-382), TAFII250(Mizzen, C. A., Yang, X. -Y. et al (1996) Cell 87, 1261- 
1270), Ti P 60 (£200 ¥^9^12^17 0 PgPtfg^ 

ifM^t^ N>T-fe^;i/ h^>^7i^--eTip60 familycD^ff (**f 

□ tX h>£B#T-fc:^-;Wl;-f £Mt (Histone deacetylase) £. UTHDAC1 

/RPD3 (Taunton, J., Hassig, C. A., and Schreiber, S. L. (1996) Science 
272, 408-411, Rundlett, S. E. , Carmen, A. A. et al (1996) Proc. Natl. A 
c ad. Sci. USA. 93, 14503-14508), HDAC2/YY-1BP (Yang, W. -M. , Inouye, C 
., Zeng, Y. Y., Bearss, D. , and Seto, E. (1996) Proc. Natl. Ac ad. Sci 
. USA. 93, 12845-12850, Lusser, A., Brosch, G. et al (1997) Science 277, 
88-91), HDAC3 (Yang, W. -M. , Yao, Y. -L. , Sun, J. -M. , Davie, J. R. , an 
d Seto, E. (1997) J. Biol. Chem. 272, 28001-28007) £>3o CDjtfc^-tf^© £ 
flTV^S. HAT£ LT#£3*lfcp300/CBP#fc: * h >tf> # & £ 1*p53 £ T iz 

^WfcU £*UCJ: Vp53<Dm&ifi±&? &Ztl&m&i<tl1t (Scolinick, D. M. 
, Chehab, N. H. and et al. (1997) Cancer Res 57, 3693-3696, Gu, w. , Shi, 
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X. -L., and Roeder, R. G. (1997) Nature 387, 819-823, Lill, N. L., Gros 
sman, S. R. et al (1997) Nature 387, 823-827, Gu, W. , and Roeder, R. G. 
(1997) Cell 90, 595-606) „ p53i*mm&'?ft&tftVl-&ftmLT\i*&&ft*>rt 

Tfes^i:*^e>^tc«iofe. p53&DNA<7>*g0&£{c£ vz&mmmzn, dna© 

<Z>^tg&^t-£;#x.£*iTV^ 0 p53&y -fe^;Wb£ *i£ £ £ J: o T, 

Mfc iCioTt p53<Z)^^rStt^^ < Slai 3 *l S £ 0 *g#>& 3 ntcZtlt. p53 

b t X (iv-si s- h 7 > ^ 7 ^ - Aaife^f liESf ftS i: LT fflflS 
M$3<Z>f?lt, jfflflS^fl:©SI#S:jacif i fc#H!&frK:2*lTV^ (Taunton, J., 

Hassig, C. A., and Schreiber, S. L. (1996) Science 272, 408-411, Yoshi 
da, M. , Kijima, M. , Akita, M. , and Beppu, T. (1990) J. Biol. Chem. 265, 

17174-17179, Kijima, M. , Yoshida, M. and et al (1993) J. Biol. Chem. 26 
8, 22429-22435, Chen, W. Y. , Bailey, E. C. et al (1997) Proc. Natl. Ac 

ad. Sci. USA. 94, 5798-5803, Medina, V., Edmonds, B. et al (1997) Cance 

5 &gE4# 2000-30781 19 
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r Res. 57, 3697-3707) „ -t<0ffe(Z>flf«fclC<i: »J , 3tl £ * h > 

[0 0 0 3] 

-%m^TW-M&&0)Mfe*fio>&Mir-%>Z> (Bannister, A. J., and Kouzaride 
s. T. (1996) Nature 384, 641-643, Mizzen, C. A., Yang, X. -Y. et al (199 
6) Cell 87, 1261-1270, Gu, W. , and Roeder, R. G. (1997) Cell 90, 595-606 
, Brownell, J. E. and Al 1 is, C. D. (1995) Proc. Natl. Ac ad. Sci. USA. 
92, 6364-6368) „ * fc, HttT-fe^Mfc^fStt &tWS"r S Kltt, ^#«©^F 

>*-&MV^S^?S«©M5£&*t3&S#&<& (Laherty, C. D. , Yang, W. - 
M. et al (1997) Cell 89, 349-356, Hassig, C. , Fleischer, T. C. et al (19 
97) Cell 89, 341-347, Hendzel, M. J., Delcuve, G. P. and Davie, J. R. (1 
991) J. Bio. Chem. 32, 21936-21942) „ 
[0 0 0 4] 

[0 0 0 5] 

mmttM®: L&^t-rz mm: 
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[0 0 0 6] 

fit, #3§B£# tt> ^Ti^;Wt^^ K^ttSrlMU T-tm&m 

K'^^Fuiie^bT^STizf^i/Sat&ffi&fTofc. fco^ni, #5§EP§#«b« 

[0 0 0 7] 
[0 0 0 8] 

mp*», #$snjm, fitr-fe^Mb^^ Km^&spJMLfe, 7tf;HKiii 
*s« *s <k ait y -fe * ;wl mmrnvt it&&-t2>%m. y-tr »mm®mm & * « 
y j e?-Mmm<z>mmm : bis<i l zvimmzx? y-->^-*s:&i£tcwu «ty 

7 tfiMf 2000-3078119 
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(c) ««ffc^©*#^ETlcfeWSi£K^^ K£*g-&UT^S7-fe*-;i/3ICD 

(c) ».«fb^©*#*Ttcfe^*Sft^^ Kica^L-cv^ru^as© 

(5) H^^f K#p53T?&§, (1) (4) CD V^fljWCSB*©:^ 

(6) 3£K/*:7*K#«»3ftT^S, (1) #S (4) CO V^ftjWCffi«© 

(7) «sa# if (6) {csa«g©^^, 

(8) IJt^^f KtfBffiftSftTV^ (1) 7JrS (4) CO V^tlfr }CfE*g 

8 mil#2 0 0 0 - 3 0 7 8 1 1 9 
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(9) mr^Mt^-f^ Kffi##«SK3*lTV^, (1) #S (4) 

do) KtcMiirLTv^yiz^;i,a©&ffi&ELisAj£ic j: y<fre> 

, (1) #M (4) ©VN-rtl^tCf3«©*& 
(1 1) (2) (4) fC|B«©^^U-->^*eSlC<I:y#«tL-5Sffc 

(12) - ^fl&E&jfeTf&S, ( 1 1 ) lCSB«<ZHfc-£4&, 

(13) ffiriz^Mb^^Ktftttfc^t?, (1) #M (4) <DV^1**ijWCfB 
[0 0 0 9] 

j fctt, r-fe^;i/S (CH3co-)£&s%fc (#i>u£> T-fe^;vcoA) 

[0 0 10] 

til*?* K^a^^^f 1 Kfc&Sft&Sit-SXg, (b) »«^^KtcM£-LT 

9 fBg# 2000-3078119 
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) iHB-£3*iTV*T%«i:^. £ £, ^©^f Flfftotti, Sfa&fc*^ K 
Tf&oTfci:^. ^^(DTiZ^JVm^^BBt LTH M>U£. GCN5(Kuo, M. - 
H., Brownell, J. E. et al (1996) Nature 383, 269-272, Brownell, J. E. , a 
nd All is, C. D. (1996) Curr. Opin. Genet. Dev. 6, 176-184, Candau, R. , Z 
hou, JX. , Allis, C. D. and Berger, S. L. (1997) EMBO J. 16, 555-565), P/ 
CAF(Ogryzko, V. V., Sciltz, R. L. , Russanova, V., Howard, B. H. , and Na 
katani, Y. (1996) Cell 87, 953-959), p300/CBP (Bannister , A. J., and Kouz 
arides. T. (1996) Nature 384, 641-643, Yang, X. -J., Ogryzko, V. V. et a 
1 (1996) Nature 382, 319-382, Scolinick, D. M. , Chehab, N. H. and et al. 

(1997) Cancer Res 57, 3693-3696, Gu, w. , Shi, X. -L. , and Roeder, R. G. 

(1997) Nature 387, 819-823, Li 1 1 , N. L. , Grossman, S. R. et al (1997) N 
ature 387, 823-827, Gu, W. , and Roeder, R. G. (1997) Cell 90, 595-606), 
TAFII250(Mizzen, C. A. , Yang, X. -Y. et al (1996) Cell 87, 1261-1270), T 

ip6o (jg2oia b##^m^^ ^9^12^ 17 h ammm mmtet 

7. h>T-fe^;i/ Y=yy^ :7;n9-i£Tip60 familyCDPflf (Tfcfcf 0j%; M 

, mm ieh • • n&frit) ) *&, rtfM^sws 

Z.£.ifij&btlX^&% L < tt^JSatis^©^^ Kfc LTl±, MxJ£, p53 
(Gu, W. and Roeder, R. G. (1997) Cell 90, 595-606) , (HI, H2A, 

H2B, H3, H4) (Couppez, M. , Ponthieu, A. M. and Sautiere, P. (1987) J. B 
io. Chem. 262,2854-2860, Hebbes, T. R. , Thome, A. W. and Robinson, C. C 
. (1988) EMBO J. 7,1395-1402, Roth, S. Y. and Allis, C. D. (1996) Cell 8 
7, 5-8) , TFIIE (Gu, W. and Roeder, R. G. (1997) Cell 90, 595-606) , TFI 
IF (Gu, W. and Roeder, R. G. (1997) Cell 90, 595-606) , PC4 (Gu, W. and 
Roeder, R. G. (1997) Cell 90, 595-606) & £ tlT £ U , d*ie>£fl!V> 

1 0 ffi!LE# 2000-3078119 
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[0 0 1 1 ] 

wk*-?* k^sr^t^ Ftamm*. WLmz&^x. \tt=.mmiz.^xn 

^MMfSicfc^xte, ;Rjs#K:7iz^;i/as©ffi*«ft-£#f, y-fe^-;b 

CoA&asflU'f «5„ 

[0 0 12] 

t^w, rti^m^tt, sn#(c^o^ wz.it* mmji^ mm m*? 

f WH^^Dhn-;!; 1994^ 5§M*±> Turner, B.M. and Fel lows,G. (1989) E 
ur. J. Biochem. 179,131-139, Mul ler ,S. ,Isabey,A.et al . (1987)Molecular Immun 
ology 24,779-789, Pfef fer.U. , Ferrari ,N. and Vidal i ,G. (1986) J.Bio.Chem.261 

,2496-2498#M) (C J: y MM? Z> Z. 7iZ^;Wfc £ tl^S^T":? 1 K 

7tf;vnu > r- 9 --fef^s if 7 s ;i/7-r-7A*if<z> 
£^«88, ttMnMte£Zm^z>z.£rf-BSffi-e2bZ> 0 m7-fe^;Wb^7^ 

tf, =L #C*ni#, 7"Df>f>A, 7°nf>f A 7°nf^f>A/G (A£G©ii&-£# 
^1) fcif&SSKUTtfefflLTfcJ:^. JSg*^ K£^Lfc7^;i/g(Z>l& 

&mmm&&wfem &mmmm ^ffij&-fe>*- (1993) mm) . ^©^m 

1 1 ffi£E4f 2000-3078119 
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[0013] 

fMtiitLTd 01*. tf, HDAC1/RPD3 (Taunton, J., Hassig, C. A., and 
Schreiber, S. L. (1996) Science 272, 408-411, Rundlett, S. E. , Carmen, 
A. A. et al (1996) Proc. Natl. Ac ad. Sci. USA. 93, 14503-14508), HDAC 
2/YY-1BP (Yang, W. -M. , Inouye, C. , Zeng, Y. Y. , Bearss, D., and Seto, E 
. (1996) Proc. Natl. Ac ad. Sci. USA. 93, 12845-12850, Lusser, A., Bro 
sch, G. et al (1997) Science 277, 88-91), HDAC3 (Yang, W. -M. , Yao, Y. - 
L., Sun, J. -M. , Davie, J. R. , and Seto, E. (1997) J. Biol. Chem. 272, 
28001-28007) J&aftfW&Ji*. * fc, K7ir? L ;WbS:£ttS£fc##&'ftTV* 
3* L < ttfSianS^O^^f Kfc lilt P53 (Gu, W. and Roed 

er, R. G. (1997) Cell 90, 595-606) , t 7. h > (HI, H2A.H2B, H3, H4) (Co 
uppez, M. , Ponthieu, A. M. and Sautiere, P. (1987) J. Bio. Chem. 262,285 
4-2860, Hebbes, T. R. , Thorne, A. W. and Robinson, C. C. (1988) EMB0 J. 

1 2 2000-30781 19 
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7,1395-1402, Roth, S. Y. and Al 1 is, C. D. (1996) Cell 87, 5-8) , TFIIE ( 
Gu, W. and Roeder, R. G. (1997) Cell 90, 595-606) , TFIIF (Gu, W. and Ro 
eder, R. G. (1997) Cell 90, 595-606) , PC4 (Gu, W. and Roeder, R. G. (19 
97) Cell 90, 595-606) . tzZifimiffbtl Wto.*-?* K £ Tt^Mtt* tlfeS 

[0014] 

■? *i 7 -fe ^ ^/SK^ill J: T -fe MfcgHS© PIWM L < tt'flBaiaff© * 9 
U --^fc^Jfflirsr fc3^T?^s 0 lot, ##§0Jite, r-fe^^S«# 

[0 0 15] 

Ki:S:S«S^:*XS, (b) SK^:/^ RcM£-UTV^7iz^;b»£in7iz 

^^^^'KStft-enm-rsxs, (c) K«ft^»©*#^TJcfe^ss« 

jg^ L T V * £ 7 -fe tft ffi* £ {£ T % h < S i± -5 & 38#* "f S 

II, fc^fr, dCDX* y-->^#&C;^Tfflv^*i3M^tl^£: Ittt 

7-fe^;i/S«^SfHli: LTti, liil GCN5(Kuo, M. -H., Brownell, J. E. et 
al (1996) Nature 383, 269-272, Brownell, J. E. , and All is, C. D. (1996) 
Curr. Opin. Genet. Dev. 6, 176-184, Candau, R. , Zhou, JX., All is, C. D. 
and Berger, S. L. (1997) EMB0 J. 16, 555-565), P/CAF(0gryzko, V. V., Sc 

1 3 ttSSE4# 2000-3 0 781 19 
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iltz, R. L. , Russanova, V., Howard, B. H. , and Nakatani, Y. (1996) Cell 
87, 953-959), p300/CBP (Bannister, A. J., and Kouzar ides. T. (1996) Natu 
re 384, 641-643, Yang, X. -J., Ogryzko, V. V. et al (1996) Nature 382, 3 
19-382, Scolinick, D. M. , Chehab, N. H. and et al. (1997) Cancer Res 57, 
3693-3696, Gu, w. , Shi, X. -L. , and Roeder, R. G. (1997) Nature 387, 81 
9-823, Lill, N. L. , Grossman, S. R. et al (1997) Nature 387, 823-827, Gu 
, W., and Roeder, R. G. (1997) Cell 90, 595-606), TAFII250(Mizzen, C. A. 
, Yang, X. -Y. et al (1996) Cell 87, 1261-1270), Tip60 (H20ISI Bfcft^- 

&m^*z& ¥^9^i2Hi7B am^m §TM&t:x h>r-fe^;uh^>* 

7;t^-i?Tip60 family<Afl?#f (**<f m. Oi* BlU W'M lEUt ifc* • # 
£W'#l!£3Mfc) ) fc£f#, Sft^^f Ktlttt, P53 (Gu, W. and 

Roeder, R. G. (1997) Cell 90, 595-606) , £Xh> (HI, H2A,H2B, H3, H4) 

(Couppez, M. , Ponthieu, A. M. and Sautiere, P. (1987) J. Bio. Chem. 262 
,2854-2860, Hebbes, T. R. , Thome, A. W. and Robinson, C. C. (1988) EMBO 

J. 7,1395-1402, Roth, S. Y. and Allis, C. D. (1996) Cell 87, 5-8) , TFI 
IE (Gu, W. and Roeder, R. G. (1997) Cell 90, 595-606) , TFIIF (Gu, W. an 
d Roeder, R. G. (1997) Cell 90, 595-606) , PC4 (Gu, W. and Roeder, R. G. 

(1997) Cell 90, 595-606) «i £#JSl^ftS#, £*ie> iCflHIRgS ftfc^. tt& 

..±m<DT**ji£m&&mm&<D&mj3m£mmztf$z£tfi-e&s>. torn 
m.mt^moim^yxmn^^ KK^LT^sriz^s&tfcffii/fc 
m& (Mm) mzmllx. mM^^^izm^bx^^r^^jvm^mm^m 
-ft tut* *t v--y>f\zm^t~w.mti$m\$. r^^^mmMmm^m^ 
mmt summons* mz* mm^^Fizffi&Lx^zTm-jim&ikmmL 

n?h^57^-) \z «fc y *tie> ZftMLX. -zti^titiim&ftS zmz & y, 

1 4 ffi$E# 2000-30781 19 
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[0 0 16] 

r iz^-Mb^^ Ktft#T?«mf ( c ) «*Mb^j&©# 
tt«t*»^iffla<z>aiiiattffl«, m^#±^&£#mv^*i.5 2>\ ^ tie* km 

KSft&V*. BftT-fe^WkSPH^ bttt HDAC1/RPD3 (Taunton, 

J., Hassig, C. A., and Schreiber, S. L. (1996) Science 272, 408-411, R 
undlett, S. E. , Carmen, A. A. et al (1996) Proc. Natl. Ac ad. Sci. USA 
. 93, 14503-14508), HDAC2/YY-1BP (Yang, W. -M. , Inouye, C. , Zeng, Y. Y. , 

Bearss, D. , and Seto, E. (1996) Proc. Natl. Ac ad. Sci. USA. 93, 1284 
5-12850, Lusser, A., Brosch, G. et al (1997) Science 277, 88-91), HDAC3 
(Yang, W. -M. , Yao, Y. -L. , Sun, J. -M. , Davie, J. R. , and Seto, E. (19 
97) J. Biol. Chem. 272, 28001-28007) & * fc, SS^^f FtbTS, 

M*.J£, P53 (Gu, W. and Roeder, R. G. (1997) Cell 90, 595-606) , fcl^h 
y (HI, H2A,H2B, H3, H4) (Couppez, M. , Ponthieu, A. M. and Sautiere, P. 

(1987) J. Bio. Chem. 262,2854-2860, Hebbes, T. R. , Thome, A. W. and Ro 
binson, C. C. (1988) EMB0 J. 7,1395-1402, Roth, S. Y. and All is, C. D. ( 
1996) Cell 87, 5-8) , TFIIE (Gu, W. and Roeder, R. G. (1997) Cell 90, 59 
5-606) , TFIIF (Gu, W. and Roeder, R. G. (1997) Cell 90, 595-606) , PC4 

(Gu, W. and Roeder, R. G. (1997) Cell 90, 595-606) tkg&m^btl&ifi* 
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jc j: »; #m s *i r -fe ^ £ ± tm r -fe ^ Mb** © ?Stt & Pfi« % u 

[0 0 17] 

T#fR£j£tflflWS4x££fc#«^3ftT^S (##£itK ; Patrono, C. et al. 
(1989) Trend. Pharmacol. Sci. 10, 453-458) „ fi£oT> 

# > st© r -fe ^ £ <t r •& fM**?stt©*ffi © 

[0 0 18] 

Mv^, irtf-W^f KMtt&^tf^v Mega-*-*. 
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*Mc, Mill r-fe^-^SIE^aiife, ISK^^K, feJitJf/tfeliJgiemS:^ 

u<t*iE3i-r*-ffc-&«j©^^u--> Steffi vN^s^jctt, ae>ic«*Mi:^&«: 

KJfitfMRiS&tc ti, * > /1 * if© tfxote©^*^ * 4xT v^ T «fc 

#I;Ui, lXig|S©BSA, fej:^iS0.2~10l (0* L < til%) (Di/=L~^ 

<D^m^^liMP*©Pfi«M : bL<liffiji^l©x^ U -->^lcMv*Si|g»?£fc 
LTli, MxJi, ^IJ(S#StCgB<S© r 50 mM Tris-HCl pH8.0, 10% W±U-Jl, 
1 mM DTT, 1 mM PMSF, 10 mM Mfc-J- h'^A, 200 nM T -fe^;i/-CoAj ffil 

^fizm^^mmWLt. LTli, Mx.li, HSfcMlCfB^tf) TlOmM Tris-HCl pH8.0, 1 
OmM EDTA, 150mM NaClj £/g -5 Z. £ £ § . 
[0019] 

[0 0 2 0] 

l. Al£jg(©«nK 
(1) ^^K<Z>tfMR 

7-fe^-;Wb-9--f hi: LT3K£;5*lfcfc hp53tf)7^ ./ Bft373# B £: 382# B © U 
¥yf%m* s £n j etl^tiUT(D4%L(D'<7?' h\ rAc P 53-1j (ffl#J## : 1 /S 
TSRHKK(Ac)LMFKTEC) , r P 53-lj (gB#|## : 2 /STSRHKKLMFKTEC) , TAc p53 
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-2j (IB^J#-t : 3/SHLKSKK(Ac)GQSTSRC) , fcitf T P 53-2j (IB3«# : 4 
/ SHLKSKKGQSTSRC) £ ^T#§g U fc. &fc> 7S/|fttt-:fc 
Mti2T*&£ 0 K(Ac)& r-fe^MfcU S>>£g&aVr. ^fiRLfc^^ K 

tt90%JK±©l"fiS"e&Sii:^HPLCtCJ: »Jfltl83tlfco r Ac p53-lj T P 53-1 
J lit hp53©376#S^e>388#S r Ac p53-2j 2: r P 53-2j &367#g 

[0 0 2 1] 

(2) ^-^f f©^ ^ y r-^ >A^f/\(Z)^ 

&&m£~fZ>f~&>. T-Z^Mt«7?-F ( TAc p53-lj TAc P 53-2j ) 
tl^nirV V T-#y/V7MT*$>Z>3c-fc-;iV yly h/s^ES/r — > (keyhol 
e limpet hemocyanin) (KLH) t^M^S*fe- 0 3*1 £ (D*?* K ^KLHODM"^ 

LT«V*fc„ ^icDKLHi:^^ KtfUSWSftfc. 3©^^K-KLH& 

[0 0 2 2] 
2. &ffi&tf«ifii 

(1) &^#&£mffc;frflfftf>5iiS 

U 7-* >/1^jRKLH^-€-4x»Cj§^L/fc^^ K K-KLH ) 200ug 

(lOOul) 1 IS&fcy©&J&|££ ITffl^feo 1.5ml^-rL-^T% ^* 

07D^ h^^T^n.A> h k.*?* K-KLH (#100ul) £ lml */ U > £214*— 
$>$£ftf$f-£jgv*-C, ^{CXT^^a >-fb1--S n'i^bL Z.<D^^ K-KLH 
i:7^nyt>h0l7Jl/i?3>5:7t^ (Japanese white) ©IT^P^TfC^ £ 

[0 0 2 3] 

(2) *mik 
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[0 0 2 4] 

(3) «#&rHfi##B©#Jli 

^LfeM$:4°CJC-Bft#gL^@$-fr, KilSfSr^MKI L fc. THEIRS tifc 
[0 0 2 5] 

(1) #Mfb#^A&tmM#^Atf)^$g 

5~10mltf)0.1Mj^/^y 7 7- 4»T* l~2gtf)CNBr?'g'f£>ffc-fe 7 T U - ;*4B£ ^ 
Klmg&n— ^-^-S^V^T, 4°C, ^ £ (C J: o T, t7?n- 

^4B(C^y^ SB, -fe^y n-^ > 4B?:^^AiC3 ! g^b, #^A 

#«^4~10#*©PBS^*:7r n-;*4B&Sfci£Lfc. Strife, 1M Tr is-HCl (pH7. 
OjTf^A&^ffi'ftU iZ^rn-yUBaSJCJSoT^SfSttSi&^n v*y>f 
•TSfcAv -e©**i^rWJWJ:30r;jcJfc«Lfe o ^D^^r>y^ PBST*8fc#, ¥ 

[0 0 2 6] 

(2) ##ift#7A&tfp&iKM#^Aicj:£m Acfb^^F^©^ 

K7tfM^7°f K4#Mffi#&J»§S"*-<5fc«>, Jfi ""Ac P 53-lj , m TAc P 53 
-2j ffiftfrmte*n?tl(D!ftmitlj52*izmLt=. 0 PBS-O.lSK Tween 20 X*W>W& 

, #^AicPS^LT^sm7ir^;Wb^^ KKttfco.iM ^us/>-hci (pH3.o 
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m r Ac p53-lj mffcftM* r P 53-lj -fe^TD-^B^AlC, M r Ac P 53-2j 
ffifaftm* r P 53-2j -fe 77 □-^4B^^A(C^-tl j rrijiUfeo -£ *l £ (D 13 *7 A 

fclfitc^ot T-b^-Mk^?- Ffc#Hift-£&<, #7-fe?-;Mt;^ >^ 

TOM#^A«PBS-0.l5&Tween 2<n?Sfc?£U #9 -MCDR^LT V^Jfi#7 

iziF;Wb^:/^ Fiftftfco.iM £/>-HCi( P H3.o) t'iffllt iJ=y 

AttSt>*PBS-0.1%Tween 20-£¥M:L£ o m#£NlJ&#y t^Mfc^^ K*fc# 

^;Hb^^^" KJS5f£:7b- h£fflvx£ELISAKl<i:oTfilS§[b£o TOMCAT 
^t:S#7tf Mt^^f Ffift«$(bfc$l TAc p53-lj mfofrm\£ TAc p 
53-2J n-^.4B^^AJC, #t l"Ac p53-2j l"Ac p53-lj t7r 

li, Ti2^;i/-fb^y^ K^^U- h 5:Mv^feELISA^CJ:oT5S^:$tl^o TO 
[0 0 2 7] 

(3) ffifatiM&xfffiftnftmmfemELisk-ju- v<D^mMw.m 

^:/^F&10 ug/mlfc&£J:e>&CPBSJC?tfrU ELISAffl V-T ? n # ^ # - ^ l" 
- Mci?:n;i/&£U50 ulo'^&LT, 4 rt 0/N JiH£L£ 0 JStfs|fc, ^ 
^FTO£|&£, 1% BSA-0.1% Tween 20-PBS&1? jijl&tc. U 200 ul^5o#&l, 

T, 30°c, mmu±7a >f-*: : &z.t£itz. a F ( rAc P 5 

3-lj , TAc P 53-2j ) mft^V- hiZtftfajjmCDfflfe. ffiT TZ? MtV P 

^TiE^-Mt^^^ ( r P 53-lj , r P 53-2j ) zfV— M£ # ^ A IC J; 
&}mmifi<fc<Dm.i&(DmM^m^ btlfr 0 fiLm^tflibZOA% Tween 20-PBST'^ 
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OOulSSflDU 30°C,1($P^> fltt o &?$M£M^T 

, #?i;u£0.1% Tween 20-PBST*4HIJ^_t:, Lfc. 0.1% Tween 20-PB 

ST*3000^#$( L £^ 3f £t ? -9- 3r IgG (H+L) \Z ^fr* * V ifSISRffitt 

(MBL 458)&##x;MC100ul^5o4H£U 30 lC"l?lB3flSU fSlt 
. Zl^iSJ5S«, mmiZ, 0.1% Tween 20-PBST?«fe?£ L feU, 750uM TMB(^h^* 
^ ;i/ ^ > ^ 2? > ) zLjlSbfeV lOOul^fltJ b , 30°C T*5~2o#ra$s& $ 

#-f#-^l/-h U -#-&JBV*T, 450n«JcfeWSiS3tSS:S!f^bfc. 
[0 0 2 8] 

(4) mm^mu 

ffi TAc p53-lj tt&lftftijgL&tfi r Ac P 53-2j ff^Jfttt*:, -ttl-efl0.01~l.0u 
5, 06) . ^ftfflfnftl^TtfMb^^f KlC*f bt©S)S 

t4£jStt, »&fg&£>*l&fro£: 0 0.5 ug/mlC#flb£tft£MC0~50ug 

[0 0 2 9] 

l. PCR tc£3itfc^tf)#$£ 
(1) r-fe^^H«##5R3t^ 

3J#*"£tCHf?UBa)fc*. by> ?52(DT±^;im^^mMt. bTP300/CBP, Gen 
5, TAFII250, P/CAF, Tip60©5o^fc^#$g££ *lT » © t> *>P300hCBP 

Htt#f8«>£*lTV>&. £ft&71Z^;i/MK#»3fe0>-5"£, P300/CBP£Gcn5£PC 
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mzm^xmm. #g£L£, j^t<z> ?cm^^^^-^^mLt=. 0 P3oo/cBPit 

mm-f^4T~t. -7*y- K^-fV- TCBPFJ (SB#J## : 5 /5' -G 

CGGGATCCCAGAATAGGTATCATTTCTGTGAG-3' (5' {|!l3o COi&S (GCG) It^MBB^M £ R 
?f fC £ Zl &;bi± £ £: & tf) tf>„ 5' #I4# g £ 9# i (GGATCC) teftMSIifiBamHIi}- 
-f h) .fctfU ^"^-f TCBPRj (@B#|#-5§- : 6 /5' -AGACTCGAGCTTGCA 

CTCGTTGCAGGTGTAGAC-3' (5' #J3o £> (AGA) ttfUPg^^^LS $rP3?f{Cfe^^fci± 
Z>tc®>V>*>(D a 5'{|f4#g^e)9#@(CTCGAG)«f[H5W^XhoI-9->r h) £Jg^£ 0 

£3;ftTV^P300tf)T ^ ^ ^1195#0;fr £>1673#g CBP(Z)1231# g 1710 
KLTVN&DNA&PCR&CJ: *JtfipIL£o 2: Gcn5if ip§M^-f V- H 
LTte, 7^7-Fy5^V- TGcn5Fj (@g#J## : 7/5' -TATGGATCCATGCTGG 
AGGAGGAGATCTATG-3' (5' ffi!f3o (TAT) MM@£iH#t3S £ P3M iC £ ~ 

£#><Z)t)<Z> 0 5'M4#S^^9#S(GGATCC)lj:M|5OT^BamHI-9->r h c ) £> J: U 
A-^^^^C?- TGcn5Rj (SB#I## : 8 /5' -TATCTCGAGCTTGTCAATGAGGCCTCCC 
TCC-3' (S'MS^^^CTA^tiMPS^Ma^RmiCfe-^^^Sfe^^^Oo 5 

"fey N £MVN£Z:hlCcl:oT, Gcn5©T ^ y mi#S^^476#g (±^) £ n - 
KLTV^DNA&PCRfC J: UJfipiLfco 
[0 0 3 0] 

(2) mm?-Mt&mmfc* 

JM^^-efC©HDACl/RPD3, HDAC2/YY-1BP, HDAC3©3o<2jtfc^#Stty-fe^-;Wfc 

mmt Lrm&£nT^2> 0 ^n^m.r±^MtmmM^(D^-h. hdaci/rpd3 

, HDAC3£PCR&£/!^TiififiI, ^TOPCRM ^ >f b fe. H 

DACl/RPDSififfgffl^^-Y V- £ UTtt^^T- K^5>f7- THDlFj (@H^JS^ 
: 9 /5' -CGCGGATCCATGGCGCAGACGCAGGGCACC-3' (5' {H![3o (E>i&g (CGC) liffjpggp jj| 
^S&P3?t(CfeZ.^t>it-5^:^C7)tj© 0 5'$!f4#B;fr £9#g (GGATCC) ttfftlPggPiji 
BamHIit>f h) fe^t^'J A-^^'^'f V- r HDlRj (®J#I#-*§- : 1 0 /5* -CGCCTC 
GAGGGCCAACTTGACCTCCTCCTT-3' (5* {RJ3o ©t&S (CGC) teMPOTlJt&Jl £ R?# &C £ 31 
^^itSfefibCDtjCDo 5' {U4#gfr£9#g (CTCGAG)^0JPSP^XhoI-9--f h) £M 
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l^fc. I©y7^V-t«y h £M^£^£{CJ:oT, HDAC1/RPD3(Z)1#B^^482 
#S &3- KLTV^SDNA&ifiMSUfc. HDAC3fgifigM >^ -f V- £ UT& 

, 7*r-K^9>fT- THD3FJ (IB#!## : 1 1/5' -CGCGGATCCATGGCCAAGACC 
GTGGCGTAT-3' (5* W3o©^S(CGC) tt«ffK»*^3l& P3»tCfei«;t>-&S fcftCD 
fetf), 5*ffif4#g^e>9#B(GGATCC)li«!llS»3gBaiiiHI-!J->f h) feitfUA-^^ 
5>fV- THD3RJ (BB#I## : 1 2 /V -CGCCTCGAGAATCTCCACATCGCTTTCCTT-3' (5 
* {R!f3o (Di&m (CGC) ttffJISg^ffi&Ji £ pj?# fC £ * ft fri2r$ fe 5' ffl4$ @ 
*^9#g(CTCGAG)«0J155^XhoI-9->r t>) Z.<D2^<D°7^jT—&y 
h £fCj;oTHDAC3tf)T 5 7^1# S <d428# g fea-KU 

TVN£DNA£Jfif@L£ 0 
[0 0 3 1] 
(3) PCR 

f^yiz-bhlt, t h^-^^^>fi^HeLa||H|gc7)CDNA$:Mv>^ 0 * "f\ cDNA 
SrftMHfSfctf), HeLelJg J: »J 7i ; - ;i/-f ti/7>iy7-^'>^ (-y*K 
ISOGEN) &«V^±RNA&ffiffl, WISL/fe. Wffi L ££RNA£ £ IC ^ 
>#i*^9>f*e--S:«^TcDNA&-&JERLfc (igifg^MjS) . PCR&/£te, 1) 92°C 
3#H&liJ->f 2) 92°Cl#Rg , TfB©MI£l#!Sf (T--U>y) 

, 72°C1^P^ &35-9->f 3) 72°C10#£l-F-f V ;i&s±<D0kftZm* 

[0 0 3 2] 

Sj£'fg&J9v>fc. IP*>, ^5>f7-fe*;h TCBPF-CBPRj "Ctt55 °C, rGcn5F-Gc 
n5Rj 1?^66°C, THDlF-HDlRj "Z?tt64 °C, l"HD3F-HD3Rj T? &641C 7? & S . £ 
, 3tl^PCR(7)lfttDNAd<'J ;* UTTaq* y * ^--tf&JS V^. 

[0 0 3 3] 

2. PCRmWKDmm^V $ -^Wzrz u--ytr 

(1) PCRjg4&©»« 

PCRlCj:oTft^^tl^#DNAA> F (PCRjg^l) «l%©T#n -*$*;i/«*8c 
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S&IC &-DTmMLfe 0 Ay\Z(Dmm%k> #PCRjg%£0M@PiJiBamHI£Xhoncj:o 
;bT*#lt£n£PCRjg%tf)A> K£^;br£^U ffiU (glass mil 

k) *m^Tri3u-7.-frhfrmmmi>t=.* 

[0 0 3 4] 

(2) mm^t t-^&^^f-i/sy 

rj3u-7sV)\sfrhftmnwizM=.?wmm\t. zsm^? ^-pgex^pet©? 

¥f^bT£V^ 0 PCRM^^^^^^-^iSi^^^lC^^i^fC^fnL, T4 
[0 0 3 5] 

(3) ^ilA(Z)h5>X7t-^-J/3> 

nf=.*mm msaizMAztitc (h7>x7*-^->>3» 0 iooui©n>tf 

hDH5a H^J?-i/m > L£#-F>:/;H0ul £1.5 ml^- ^ - ^WT'IS^^ 
iC*if0U ^±tC30r9-K#«Lfe o ^3.-^£i!i¥<42°CM?Ktfnc#U 30#K 
t-h^H-y^im Wt>*^K±lCMt, IWf bfe. 1.0mltf)SOCig*S£# 
37°C, lMIbfc. #-pGEX&tfpET©-fe 1/ 

^ S/g ym<Dffi£!V9^T*2b£T>¥yV > ^SOug/mlT^^LB^ I/- MCX:/ 1/ 

[0 0 3 6] 

3. KMmfr^nm.frmxzyrtv'g.nnm. 

(l) V JkVt<Di/->7 x.y 7.0mm 
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ifrtCJ: »J-f h (PCRj£%) ^AoT^Srt&iEbfc $. fc, ^*Hb^ 

Ktf)-f hcD^MB?iJ£-9->#-j£&ct;£-r£, h 

-&M^TlEbv*£fctilS8bfc. 
[0 0 3 7] 

(2) pGEX^#-T*©#I&*#>A^K(£^£;|i§g 

iEfit&^X^ F&#ofc*J»a (DH5 a ) &LB-T>t:S/i; >««iT?-lft^f* 
Mv^TSDS-sKU 7? VJ]/T$ K«^C»S& (SDS-PAGE) & £ 3 fc o &tfr«L f 

;u * * *e s/ - - x>m& l t mmmm s ti feii^M # > * «© a > k & ss 

SSbfc. pGEL*9 Kit? JV#7*>-s-h?>X7x. 

^-if (GST) £<D7=L-*?a yrtZftt. bTf£e>*l3 0 ^©M^MGST^^ 
(GSH) ICjfrLT^SiC^T^ -5=->f -£?£oTV^r tfcfrJM 

b£^, *(Dmfa%:l% Tween 20 - PBS t:j;<SiSLfet, V— h >tC <fc 

bfeo £©TMtt#H&GSHHz:77n-;*4B#9AlCjiU GST£0>:7a - 5? a 

GSH, 50mM Tris-HCl pH9.6 ) T-HHcSfc?* b fell, iffi***. # >r? V ft £ WEA y . 
7T-(10mM 2-^;i/^j^ Nil* 7 - JV , 2mM MgCl, 20mM Tris-HCl pH7.5) 
V*-C$gfllbfc. 

[0 0 3 8] 

(3) pEI** 2-"e<Dm&%.*>rt9 9t<Dftm£m9H 
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SBL21 (DE3) fC h 9 y * - * - */ 3 > L Zl CDBL21 (DE3) <DT7 RNAtf U * ^ 
--^liIPTGlCj:oT|§iHil#$tl^(DT% pGEX/< V * - £ |!J#{C, IPTG£ig#tC 
^t-S^^lCj;oTi!ifi^X.^ >A^©5§ii^#$:^^^ofeo S§*g^, PGEX 
©StefcHflSlC, ig^^it^CJ: VmfoZm&L. ^<Z)-3P&fflV^ SDS- 
aKU 7? U;i/T^ K«^t& (SDS-PAGE)£fcr&o£:o *ttffc, fJlZV'Vis 

-7)\s-vm&isznmmmznr=.ffifrmK*yrt?K<z>Ay F^muLt^. pe 

T^ #-T*ti^MLfe6o©fc;*^> (6His-Tag) »ii^>/^I©M 

M^m^l # y A ? {| (Z>5fflg£ £ r & o #1^* # * K©|§Jg fcffilfS L 
f«|ft5:;U>f0^^7r- (Binding buffer) ( 5 mM -i % *V 
0.5 M NaCl, 20 mM Tris-HCl pH7.0, 0.1% NP-40 ) iZ&<MMLt=.%.. 

nvn*^ti»s , mv£ft i m%:ftmht=. 0 ^<z> ssw&ft-mz Ni-NTA-r#n-;*#^ 

AlC load U 6His-Tag >A^S$:^^A{C^$i±fe 0 # 

5A5:;W>T>f >y/t«y77- (Binding buffer) T'+^(C^^L^^, JgtC 

7 7-(10mM -f 0.5M NaCl, 20mM Tris-HCl pH7. 9) 

L£„ Mfr&X-*y^?'KiZ&liirty ^ T - (50mM^ P> ^ #V — J]/, 0.5M Na 
CI, 20mM Tris-HCl pH7.9) V> T?gft L £ (^f ^ #V-;i/(D21^£50mM,100m 
M,200mM,lM£M&&*tC±tf&#ib;i3Z:&o£:) „ 
[0 0 3 9] 

(1) mW^^ F&tMfim*.p53-C ter# * «(Z)f£ig 

r-fe^;i/a^#^^©r-fe^;i/^-9--r b £ bT^^jifct: hp53<z)7^ jm 

373#g h382#g©U ^>^£^*l^4x^&2o<Z)^jC^:/^ F l"Sub P 53-lj 
(@B#I#-5f : 1 3 /Bio-STSRHKKLMFKTE) TSub P 53-2j (SB#I## : 1 4 

/Bio-SHLKSKKGQSTSR) F-^^$:ffl I^TfEgg L £ D F 

*<DT smiz-Jc^mmLtco r^y^o tbioj it^^-y^-t 

c 90%&J:CDMST*&£Z:h £HPLCIC£ U5tISL£ 0 TSub P 53-lj tet hp53(Z)3 
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76#g^£388#S£T*©, rsub p53-2j li367#g j&* £>379# B S T?CD7 5 Bft 
fr&J&S. p53©^;i/^dpi/^^110T^ y Bft (284#gfrP>391#B) tf>5t 

te-ff^fc^oDNAfc^^V-i^y h r P 53cFj (BB#I#-& : 1 5 /5* -TATGGATCC 
ACAGAGGAAGAGAATCTCCGC-3' (5* $!!3otf)i&S(TAT) ttffl[BB&3g&a & R^flC £ 

fctfXBfctf). 5'{H!l4#@^e>9S@(GGATCC)lj:0J|5HMBamHI-9--r h) 
t>* r P 53cRj (BJ#J## : 1 6 /5' -TATCTCGAGGTCTGAGTCAGGCCCTTCTGA-3' (5' W3 

o © &g (tat) itm m&m&m *vim^& z>t=.®>v>*><Do 5* $j4# a ^ e> 

9#g(CTCGAG)MI5WmXhoI-9-^ h) £M HTPCRffilC J; y ifipg b fc. ^ifgLfe 
PCRjgife&pGEXlC-fr^n-n^U GST£<Z>7^-^3 >£: LT5&*||£-fr> iff 
§gL£ (GST-P53 Cter) 0 
[0 0 4 0] 

(2) Il^^f F, rGST-p53 Cterj , h ^'>iff7"U- 

2 o©3£jgC^y^KS:-e*l-?4ll0ug/mllc«!S«fc-5{CPBSlC»*>L, 

K?M£ELISAMv>f *n*>f ^-7°b- h?x;i/S>fc»J, 50ulr5o3Hx 
IT, 0/N, iSf^Lfeo lBf£ffc, ^^FM&I^, 1% BSA-O.U Tween 

20-PBSS:l^x;i/fefey200ulr5o^L/T, 30°C, mm&± y 3f y >f £ L 
tc 0 TGST-P53 C terj , ^ h 1/ h y tf ^&20ug/mUC& § «fc $ JCPBSIC^^ L 

[0 0 4 1 ] 

(3) M^#Hfi 
*ffi»«f* (Hi#fl8) 

fMtA'y 7T-(50mM Tris-HCl pH8.0, 10% ^U-fen-;i/, ImM DTT, ImM PMS 
F, lOmM MW-hUtfA, 200nM T -fe ^-;i/CoA) (C ^ tl -^tlCAgfC^ K £ 1 . 0 
ug/ml, ffi*#|^.T'fe^^/S«#»&0~10ug/«l^»jto, M-^L30 liflS 

2 7 mil# 2000-30781 19 



10-009171 



>7^^'>i^yU- MC^U 30 °C, 30#H>f >=¥rL/<- h-fS » £IZ&-d 

~J VT¥*Jym*?7v- b\zftH$2i£f=. 0 jy*=L<-b%k, #^x;i/&»s#M 

A»;77-(0.1i Tween 20, PBS) Tf 4® J6*-t L ^*l^*ltf)«fC^y 

^ Fizftm-tzmriz^Mt*??- K##i{tm#£ o.5ug/mi &££e>mtt#fR 

. -#c,KJ£«, HflSlctft&M/ty 77-WU 
7T-^3000HlC#3RLfe-V^ftrt^-9-^r Is (H+L) ®#U-9-fcf 2/ 
«S8(MBLa:»)&«-^x;i/K:i00ult5r3aSjpL/, S<btC30'C, lWilfe (n 

ss?R&iooui-ifoasinb, 3o°c, 30^ra^s-e:fe o i.5Nu>K*»[S:ioouir5 

[0 0 4 2] 

t? rt^Mifiiasifet, i^d^x^t^mltelisa^to^ (a* 

-lC^4x-? ? tl©j|a^ilx.T-fe^;i/»^#^^$:0~10ug/BiHC^S J:e)*tJX., 50ul 
K&TJf TGST-P53 Cterj U- h ^ U - h JCSSiO L 7c (T-fe 

-T-4 HfJK±+^tcgt^Lfe. ^Ji^tuaSSt*:^ Fi:^tSi5t7tfMb 

©#^x;i/{C100ul-^o^aLT30°Cfmra#«Lfe o -^S/Slfe 

, EtfKKl^tfAy^T-TSfc^U tft##«RfliAy7T-T?2000^JC*3plUfc 
•Y^m^i^^r Ig (H+L)®^r7^tf/<;i/^^i/^--|f^ii(MBU±^)?:#^x;i/(C 

iooui^o^pl, s&ic3or-eii#HaMfiLfc (— . MA'^77- 

2 8 £BliE#2 0 0 0 - 3 0 7 8 1 1 9 



4#^1 0 — 009171 



[0 0 4 3] 

(4) WfeftaM 

ttTKhtc (®9> 010) „ <fc U^$tl^?ia<^SIxCBPl±0-10ug/mir 

«1L£ 0 Tsub p53-lj rsub P 53-2j K ($C*B), % L < 

km^u- mm)&^£ 0 ^©mipl ra, mm\z.&^T. CBP 

(DmmzjfoVfz. Tsub p53-lj Tsub P 53-2j K^©T **JV&W&m 

[0 0 4 4] 

^3HE#»S!lfgfta!I^fflELiSA^4:fii«©*)©-ea)«) 

(1) Mt^^KfHH 

$:f Alfc2oOSI^^f K TSub Ac P 53-lj (@B#J## : 1 7 /Bio-STSRHKK 
(Ac)LMFKTE) TSub Ac p53-2j (fg^J## : 1 8 /B i o-SHLKSKK (Ac) GQSTS 

«tfE-e^L£ 0 r^y*ag© r Bioj tttr*-^ k(ac)& 

HPLCtCfc UfltSgStlfc,, r Sub Ac p53-lj Jifc hp53©376#g &388# B £ T? 
TSub Ac P 53-2j tt367#B^e>379#B*T?©r^ J Iftfrfcfc*. 
[0 0 4 5] 

(2) SS^^f KJBf£:7u — Ntf)f£3g 

2-3©a£R^^ KS:-eti^niOue/ml lCJ&SJ:e»tCPBSJCi§^Lfe- ^ti^ti 
(to*-?* K^fcELISA/gV-f ^a#-f h 1 x;i/*> *J 50ul^Jo#& 

IT, 4°C, 0/N, JSf£Ufc. g&f£«, KS8?R&8fc£, l%BSA-0. l%Tween20 

-PBS£iweii&£ U200ui doMbt, 30°c, iW±yn>^>^^fci^ 

2 9 ffJSE# 2000-3078119 
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[0 0 4 6] 

(3) mfe^m 
mmmm& (®3#m) 

Mt^V 7T-(10mM Tris-HCl pH8.0, 10mM EDTA, 150mM NaCl) iC^tl^tl© 
K&l.Oug/ml, m^X.^T-fe^;i/^5:0~lOu g /mlT'», M^L 

37°cT'i^r^^$it^ 0 -MJ£&50ui-ev-f ? n ^-^u- h-efr o£ ( 

h7^>^l/- h{cM^$i±feo ^f>^a/<-h^ ^'Ji^&MA 
>y77-(0.« Tween20, PBS) T4tmj^i:+£MC$&?#> L £o ttl^tKOmM^^^ 

Fizmm-t zffiriz?- Mt ^ * vrnmufiifc z o . 5u g /mi & £ £ e> £ifls#fus a 

^7T-T'2000^jC#^Lfe^^rm^-^^rIg (H+L) S?¥^-tftf^;i/^-^^^- 
(MBL*±§g)£#?x;WC100ulo*o^JtlU 3 £ &C30°C T'l^ra#S b £ ( 

if*e?g$:100ulo'o^DL, 30°C-e30^^^-&fc o 1.5NU>®?^$:100ul^5 

Onm^C £ ® %B. * Wfe b £ „ 
[0 0 4 7] 

T'&£) «, ffiJT-fe^;i/^iC-?-tl j etl©m^^X.H^T-fe^;i/^$:0~10ug/mlT*iD 

3 0 ftllff 2000-3078 119 



#5£ 10 — 009171 



£0.5ug/ml&£ £e>m#:#MA*y 7 7-^#f(U ffi?*«0>#tf x;WC100ul 
o*o^;&tJLT30rT*lB#raiilSL£ . -^iR/Stfe, HUfclcffi^jg,* 

(H+L) ®^<7+l-tf^;i/^-^^^-if^|i (MBM±$g) £#-7x;WC100ul^O»| 
U $^>lC30°CT'l^ra#ttLfe (n&M/S) o MA-y7r-T'ffiM, # 

x jv iz ® # y-r\*'<ju**ei/#- -t?*SC?g & 1 o Ou 1 "3* o asitr L , 3<rc t? 30#3S 

[0 0 4 8] 

(4) M^JH 

3CDELISA&&MVMT, JB*ift^.HDACl<Z>BiAc'fb»3R?gffiS:tHJ^ L tzMZk*Tfi h 

tz. (mil, mi 2) 0 ±mm& ^mm^nt^m^m^^i &o~io ug/mi t* 

^ttlfco Tsub Ac p53-lj &t>* Tsub Ac P 53-2j K (?R*B) , =fo L/ < & 

, -eti^^^ MBffi) £fflvx£ 0 fOM^, Hffijcfcv^ 

T, HDAClO^SlC/^Cfe Tsub Ac p53-lj JkTf Tsub Ac P 53-2j K©flft 

[0 0 4 9] 

*»WtCJ:y, «tT"fe^Mb^^ KtitttfcflJfllLfe, T-fe^;b»^^m?S 
[0 0 5 0] 

3 1 2000-3078119 
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2 000-30781 19 



qfcSjL 10 — 009171 



[0 0 5 1 ] 

, m t>*jc * ti e> mm<D mmm % u < &{Eii#jtf> * * u - - > y ^ss 

( 3 ) : M 3 - 0 0 1 

(4) ffij§l#^ : 

(5) ffiSB : 

(6) B2?rj<0» : 1 8 

: i 

IB?'Jtf>^£ : 1 4 
IB#J©S! : 7^ JW. 

#^£^"tSB# : modified site 
#&fett : 7 

L P 

Ser Thr Ser Arg His Lys Lys Leu Met Phe Lys Thr Glu Cys 
1 5 10 

B2#[## : 2 

Mtm&.ii : 1 4 
U#|©§5 : 7 4 J m 



ffiSE^ 2000-3078119 
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Ser Thr Ser Arg His Lys Lys Leu Met Phe Lys Thr Glu Cys 
1 5 10 

m?mf§r : 3 

#$t£^-rtB# : modified site 
: 7 

#$t£&£Lfc#& : P 

Ser His Leu Lys Ser Lys Lys Gly Gin Ser Thr Ser Arg Cys 
1 5 10 

m^m^r : 4 

BB^JOSS : 1 4 
m^(Dm : 7 % J Wt 

Ser His Leu Lys Ser Lys Lys Gly Gin Ser Thr Ser Arg Cys 
1 5 10 

K#f## : 5 

mW<DMZ : 3 3 

sb#j©m : mm 
mam : 

3 4 ffi$E# 2000-3078119 
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mnoimm m&mm -s-^dna 

GCGGGATCCC AGAATAGGTA TCATTTCTGT GAG 33 
WJ## : 6 

mno-Bt-z : 3 3 
wmom : mm 
mom : -*m 

mzmmm m<z>mm ^dna 

AGACTCGAGC TTGCACTCGT TGCAGGTGTA GAC 33 

m^m^ : 7 

IB#f<Z>^3 : 3 1 

mmam. mm 

mfq&mm •. m<Dmm i^dna 

TATGGATCCA TGCTGGAGGA GGAGATCTAT G 31 



IH?!J#^ : 8 
SB#f©:R3 : 3 1 

sh^jom : mm 
m<Dm : 

BB#i0>3Hg : m&mm ^dna 



3 5 



2000-3078119 
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mm 

TATCTCGAGC TTGTCAATGA GGCCTCCCTC C 



31 



ffi^J©«3 : 3 0 

mmv>m : mm 
mom : 

b3#j©mi : t&omm ^dna 

CGCGGATCCA TGGCGCAGAC GCAGGGCACC 



30 



@B?'J#^ : 1 0 
SB^JOSS : 3 0 

mm<Dmm momm 
mm 

CGCCTCGAGG GCCAACTTGA CCTCCTCCTT 



-pi JsJcDNA 



30 



m?m^ : 1 1 
mmv-skz : 3 o 
mm<Dm : mm 

mmomm mnmm 
mm 

CGCGGATCCA TGGCCAAGAC CGTGGCGTAT 



-£fi£DNA 



30 



3 6 
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m^m^ : 1 2 
mn<D£t.-& : 3 0 
u?'jtf>M : mst 

mnomm momm -s-j&dna 
mn 

CGCCTCGAGA ATCTCCACAT CGCTTTCCTT 30 

fS?!I## : 1 3 
m&S<D&2 : 1 3 

mn 

Ser Thr Ser Arg His Lys Lys Leu Met Phe Lys Thr Glu 

1 . 5 10 

m^m^r : 1 4 
mn<D^ : 1 3 

m^](om : r ^ j m 
mn 

Ser His Leu Lys Ser Lys Lys Gly Gin Ser Thr Ser Arg 
1 5 10 



ffiSE# 2000-3078119 
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BB#I## : 1 5 

mm<D&-& : 2 9 

mn<om mm 
mom : -#st 

bb^icd'sbs : momm ^*&dna 

BB#J 

TATGGATCCA AGAGGAAGAG AATCTCCGC 

@B#J## : 1 6 
ffi#J©^3 : 3 0 

winnm : mm 
mom : -*m 

rn^iomm momm -^-^dna 

TATCTCGAGG TCTGAGTCAG GCCCTTCTGA 

IB#J## : 1 7 
BB"^J©^3 : 1 3 

mwom -.r^jm 
mnonm k 

: modified site 

: 7 

Ser Thr Ser Arg His Lys Lys Leu Met Phe Lys Thr Glu 

3 8 



29 



30 



ttJSE# 2000-3078119 
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1 5 10 

@g?'J## : 1 8 

mna&ts' : 1 3 

#^?:^^fH# : modified site 

#£ftfi : 7 
#M£&A£U£#j& : P 

Ser His Leu Lys Ser Lys Lys Gly Gin Ser Thr Ser Arg 
1 5 10 

[02] 
[03] 

[04] 

(—05) H"eS>*. 
[0 5] 

JftAc P 53-im^CO#Mtt$:^-r0T^^o 

3 9 2000-3078119 



10 — 009171 

[06] 

JltAc p53-2jfi#<Z>#Mttfca*-*ei"e&S. 

JfiAc p53-im^<Z)^PI^#f(Z)^m$:^1-EIT^S 0 
[0 8] 

[0 9] 

CBP©sub p53-lJC*f , TST-fef L ;i/S<E^»3g?SttS:^ , r07f*-S. 
[01 0] 

cbp© sub P 53-2 ft -t & r -fe ^ mm ft®. & m -r 0 -e & s . 
[011] 

HDACl©sub Ac p53-lJCMi-Sfltt7-fe^;Wb#*?SttS:^ , r0*e&S. 
[012] 

HDACKDsub Ac p53-2fc^5ffi71Z^;Wb»3ltraffi&^H , T?&<5. 



4 0 



2000-3078119 
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mm 



\\\\ 




ffiSE#2 000-30781 19 



#^2 i o 



—009171 



[02] 





CM 



&£E#2 0 0 0- 



3 0 7 8 1 1 9 



10 — 009171 



[03] 




2000-3078119 



10 — 009 



17 1 



[04] 





ffi§E# 2000-30781 19 



$f jqz 10 — 009171 



[05] 




.001 .01 .1 1 10 



ftf&gfi Cog/ml) 



2000-30781 19 
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[06] 



E 
a 

o 

< 




tilfrMA (og/ml) 



mtiE#2 000-3078119 
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mi] 




ffiSE# 2000-30781 19 
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cms] 




miiE# 2000-3078119 



10 — 009171 



[09] 




o.o H 1 1 1 1 1 1 1 1 1 1 1 1 

0 2 4 6 8 10 12 



aj§E# 2000-3078119 



1 0-0 0 9 1 7 1 



[Ell 0] 




1 0 



£B!E# 2000-30781 19 
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[012] 




1 2 



ffiSE4$ 2000-30781 19 



iff 5p 10 — 009171 



mm) 

r £ jc * y mm k * y rtt « tf> r -fe * «fc Bt r -fe ^ ;Wfc#ili 

K#l# £ /8 v a y -fe ^ ;i/£*E#lP5R?Stt fe <fc flttT -fe ^ MtSfUtiStt©** £^ & 

o 



2000-30781 19 
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[»J9!I##] 



390004097 

^m^-fi-Mm^lSns^iBT^K^TK 16-3 

100102978 

^«±tirfJ^PBT 1-1-1 ffi$cO < 6 
if* 

100108774 

««j»±»rt»wr i - i - i M^o<{itr;i/6|jg 



IHU.^ 2000-3078119 



4#¥ 10-009171 



[MA] 

[g»»!I#^] 

[*tlE:£M] 



^10^ 2J516B 
¥j*10*M#Sf«jg 9171# 
390004097 
100102978 



1 



1 



ffifl# 2000-3078119 



10 — 009171 



29803200111 

iWIIIIll 

m & *t 

IMi, ttJSflS^- 1 0 0 1 0 2 9 7 8 #»£± flf# 

■MIS* 100108774 #5j>-± — X 



1. ffrttffiK, fmtto#tt*flin*)i£ft2ft0>ttB, %ffl*r££«JBJBL 

mask;* Km (K»ms^:> sftttn&tfiVflUi <« 
i. -LEflswKflsswirK tt^^^m^wisss, xnEiti, Brass**, 

1. ±EMo^ttl=Ml:*f||J|twfln f M\ *W<7)JRT»fXli(fi:Tw«iTtf 

1. Bin«*tt*.36o*tf>aiBlt*& 
ic*-* < #ffi£3S 4 1 3:33 1 31 3 (235ffl*f3Si£S(? 8 1 aj[<Off 3fcMS*>=fe 



itat+s jt.o(«j 3T8 5#i o-f- 

m. * ± m & m & rir 

ftMMtUft ft ^ 




1 



ailiE#2 000-3078 



0-0 0 9 17 1 



390004097 

m^am^&r^mm^mws^m^ 1 6 - 3 

100102978 

mmm±mwmm i - 1 - 1 mm-^ < q 



1 



ffi|E#2 000-3078119 



10—009171 



ffi US A 



W&m^ [390004097] 
1 . ^M*ER 0 1 9 9 0^ 8^3 10 

2. ^3l¥HH 1998^7^220 

tf ;i/ 5 F 



ffi!l4$2 000-3078119 



